Background: Oral colestimide was reported to lower the concentration of PCDDs, PCDFs, and PCB in the blood of humans. A pilot study showed that the arithmetic mean total TEQ concentrations of PCDDs, PCDFs, and PCBs in the blood of subjects after the trial decreased approximately 20 % compared to pre-trial levels, suggesting that colestimide could decrease human dioxin levels. We designed the current clinical trial study based on this information. In this study, we examined whether colestimide could reduce the individual congener concentrations of PCDDs, PCDFs, and PCBs in the blood of Yusho patients. Methods: Out of the 36 Yusho patients who participated in the clinical trial, 26 patients self-administered colestimide 3 g/day orally for 6 months. The concentrations of PCDDs, PCDFs and PCBs in the blood of 26 Yusho patients before the trial were compared with those after the trial. Results: The arithmetic mean total TEQ concentrations of PCDDs, PCDFs, non-ortho PCBs, and mono-ortho PCBs in the blood of the 26 Yusho patients before and after the clinical trial were 42-303 (mean: 130, median: 120) and 43-283 (mean: 132, median: 118) pg TEQ/g lipid, respectively. The sums of the concentrations of 58 PCB congeners measured in the blood of Yusho patients before and after the trial were 321-2643 (mean: 957, median: 872) and 286-2007 (mean: 975, median: 806) ng/g lipid, respectively, indicating that the concentrations of PCDDs, PCDFs, and PCBs after the trial were almost the same as those before the trial. Among congeners of PCDDs, PCDFs, dioxin-like PCBs, and non-dioxin-like PCBs, most congeners of these compounds did not show a statistically significant decrease after the trial. Conclusion: Colestimide may not be beneficial in reducing the high blood levels of dioxin-like compounds in Yusho patients.
Background
The 1968 Yusho poisoning accident affected over 1800 people in western Japan [1] . Since the Yusho outbreak, the National Study Group for the Therapy of Yusho has carried out medical care and health examinations of patients affected [2] . In 2001, the measurement of PCDDs, PCDFs, and non-ortho PCBs in the blood became possible using small amounts of blood collected from participants during annual medical examinations [3] [4] [5] . We have measured the concentrations of PCDDs, PCDFs, and dioxin-like PCBs in the blood collected from Yusho patients in medical health examinations since 2002 [6] [7] [8] . Moreover, we have conducted a congener-specific analysis of non-dioxin-like PCBs in the blood of these patients since 2004 [9, 10] .
Based on these results, we previously reported that Yusho patients continue to have higher concentrations of PCDFs in their blood than unaffected people, and that concentration of PCDFs in the blood is significantly correlated with the intensity of Yusho symptoms [11, 12] .
Development of effective therapy to reduce the concentrations of PCDDs, PCDFs, and PCBs in the blood of Yusho patients could improve the health care of these patients. With regard to promoting the excretion of lipophilic contaminants stored in the human body, several studies of dietary supplements such as cholestyramine, mineral oil, hexadecane, and dietary fiber have been reported using laboratory animals [13] [14] [15] [16] . In addition, another study reported the enhancing effect of non-absorbable lipid substitute olestra on fecal excretion of PCDDs, PCDFs, and PCBs in the human body [17, 18] . Our study group previously conducted a clinical trial to reduce the concentrations of PCDDs, PCDFs, and PCB in the blood of Yusho patients using cholestyramine and rice bran fiber [19, 20] . However, beneficial clinical effects could not be confirmed due to the short trial period.
Colestimide, a 2-methylimidozarol-epichlorohydrin polymer, is widely used to lower serum cholesterol levels in Japan. Recently, oral colestimide was reported to lower the concentration of PCDDs, PCDFs, and PCB in the blood of humans [21, 22] . A pilot study showed that the arithmetic mean total TEQ concentrations of PCDDs, PCDFs, and PCBs in the blood of subjects after the trial decreased approximately 20 % compared to pretrial levels, suggesting that colestimide could decrease human dioxin levels [21, 22] . We designed the current clinical trial study based on this information. In this study, we examined whether colestimide could reduce the individual congener concentrations of PCDDs, PCDFs, and PCBs in the blood of Yusho patients.
Methods

Sampling
The trial protocol was approved by the institutional ethics committee of Kyusyu University Hospital. Patients who fulfilled the diagnostic criteria for Yusho established by the National Study Group for the Therapy of Yusho were eligible for this study. Patients were recruited at explanatory meetings conducted in Fukuoka and Nagasaki Prefectures. 50 Yusho patients were enrolled in this clinical trial, and 14 patients refused to participate. The remaining 36 patients participated in the trial. Informed consent was obtained for study participation. The patients self-administrated colestimide 3 g/day orally for 6 months. 
Materials
Native congeners of PCDDs, PCDFs, dioxin-like PCBs, and non-dioxin-like PCBs were purchased from Wellington Laboratories (Guelph, Canada). [ 13 C 12 ]-congeners of PCDDs, PCDFs, dioxin-like PCBs, and non-dioxin-like PCBs as internal standards, were also purchased from Wellington Laboratories. An active carbon column was prepared as follows: active carbon was purchased from Nacalai Tesque (Kyoto, Japan), refluxed 3 times with toluene for 1 h, and dried in vacuum, after which 500 mg of the active carbon was mixed with 500 g of anhydrous sodium sulfate (Wako Pure Chemical Industries, Ltd., Tokyo, Japan). A silver nitrate/silica gel was purchased from Wako Pure Chemical Industries, Ltd. All reagents and solvents used in this experiment were of the analytic grade of dioxin that is commercially available.
Analysis of PCDDs, PCDFs, and PCBs
The extraction and purification of PCDDs, PCDFs, dioxinlike PCBs, and non-dioxin-like PCBs from blood samples were performed using a previously reported method [5, 9] . Concentrations of PCDDs, PCDFs, and dioxin-like PCBs and concentrations of 58 non-dioxin-like PCB congeners were determined by a previously reported method [5, 9] .
Quality control
To evaluate the accuracy and reliability of the analysis of PCDDs, PCDFs, dioxin-like PCBs, and non-dioxinlike PCBs, our laboratory prepared human blood samples and conducted quality control studies of the analysis of PCDDs, PCDFs, and dioxin-like PCBs in 2007, 2009, 2011 , and 2013 and non-dioxin-like PCBs in 2008, 2010, 2012, and 2014. Each quality control study involved the participation of various laboratories that perform measurements for these compounds in human blood in Japan. In each quality control study, our results were compared with those of participating laboratories, and tests confirmed that the average variation among values obtained by each organization performing the analysis was all within 10 %. These results indicated that our laboratory's analytical methods regarding PCDDs, PCDFs, dioxin-like PCBs, and non-dioxin-like PCBs in human blood provided accurate results. 
Results
The objective of the present study was to evaluate the effectiveness of colestimide on the individual congener concentrations of PCDDs, PCDFs, and PCBs in blood of Yusho patients. Of the 36 Yusho patients who began the trial, 9 patients stopped administrating colestimide due to serious adverse effects, constipation or abdominal distension. Of the 27 remaining patients, we failed to collect a posttreatment blood sample from one patient due to cancellation of hospital visit. The individual congener concentrations of PCDDs, PCDFs and PCBs in the blood of 26 Yusho patients before the trial were compared with those after the trial (Tables 1 and 2 ). The arithmetic mean TEQ concentrations of PCDDs, PCDFs, non-ortho PCBs, and mono-ortho PCBs in the blood of the 26 Yusho patients were 24, 82, 21, and 3.2 pg TEQ/g lipid, respectively, before the trial, and 24, 82, 22, and 3.1 pg TEQ/g lipid, respectively, after the trial. Total TEQ concentration of these dioxin-like compounds equaled 42-303 (mean: 130, median: 120) pg TEQ/g lipid before the trial, and 43-283 (mean: 132, median: 118) pg TEQ/g lipid after the trial, indicating that the concentrations before the trial were almost the same as those after the trial. Regarding the non-dioxinlike PCB concentrations, the sums of the concentrations of 58 PCB congeners in the blood before and after the trial were 321-2643 (mean: 957, median: 872) and 286-2007 (mean: 975, median: 806) ng/g lipid, respectively. The arithmetic mean concentrations of triCBs, tetraCBs, Table 2 Effect of colestimide on the individual congener concentrations of non-dioxin-like PCBs in the blood of Yusho patients (Continued) pentaCBs, hexaCBs, heptaCBs, octaCBs, and nonaCBs in the blood of Yusho patients were 1.8, 20, 31, 402, 414, 79, and 7.8 ng/g lipid, respectively, before the trial, and 1.9, 20, 33, 412, 420, 79, and 7.6 ng/g lipid, respectively, after the trial, indicating that concentrations of these PCBs compounds were also almost the same before and after the trial. These results indicated that the concentrations of PCDDs, PCDFs, dioxin-like PCBs and nondioxin-like PCBs in the blood of Yusho patients were not significantly altered by the intervention with oral colestimide.
We previously reported that the concentrations of  1,2,3,6,7,8-hexaCDD, 2,3,4,7,8-pentaCDF, 1,2,3,4,7,8 -hexaCDF, 1,2,3,6,7,8-hexaCDF, hexaCB-169, hexaCB-156, hexaCB-157, and heptaCB-189 in the blood of Yusho patients were higher than those of the normal controls [8, 9] . These can be considered the characteristic congeners in the blood of Yusho patients. 2,3,4,7,8-PentaCDF is recognized as the most important causative agent for subjective symptoms of Yusho. Blood levels before and after the trial were 48-636 (mean: 241, median: 191) and 49-613 (mean: 242, median: 205) pg TEQ/g lipid, respectively, indicating that the concentration did not significantly decrease with administration of colestimide. This was also the case for the concentrations of other characteristic congeners before and after the trial. Among congeners of PCDDs, PCDFs, dioxin-like PCBs, and non-dioxin-like PCBs, most congeners did not show statistically significant differences. According to these results, the therapeutic usefulness of colestimide in reducing the concentrations of PCDDs, PCDFs, and PCBs in blood of Yusho patients could not be confirmed.
Discussion
Over 48 years have passed since the outbreak of Yusho disease. However, some patients are still afflicted with intractable symptoms such as chloracne, general fatigue and neuropathy [12] . There are patients who continue to have much higher concentrations of dioxin-like compounds in their blood than unaffected persons. Moreover, the half-lives of blood concentrations of 2,3,4,7,8-pentaCDF have become long to near infinity in the majority of Yusho patients [24] . To reduce the concentrations of PCDDs, PCDFs, and PCBs in the blood of Yusho patients, our study group previously conducted a clinical trial using cholestyramine and rice bran fiber [19, 20] . Results of that study showed that the amounts of 2,3,4,7,8-pentaCDF in patients' feces actually increased, although beneficial clinical effects were not apparent, possibly due to a short trial period. A recent study reported that colestimide can decrease the concentrations of PCDDs, PCDFs, and PCBs in blood [21, 22] . Eight male and two female healthy subjects were treated with colestimide (3 g/day) for 6 months. In this report, colestimide was effective for promoting excretion of dioxin-like compounds from the human body. Colestimide is a non-absorbable anion exchange resin and enhances excretion of cholesterol in feces by inhibiting absorption of food-derived cholesterol in the intestinal tract [25] . Based on this result, we designed a clinical trial with colestimide for Yusho patients. However, in the present study, we were unable to confirm a significant decrease in most congeners of PCDDs, PCDFs, and PCBs in the blood of Yusho patients. It is suggested that the PCDDs, PCDFs, and PCBs that have remained in the whole body of patients over the 45 years since the outbreak of Yusho are very difficult to excrete from the body. In the present trial, there may be many limitations such as a small number of participants, duration of administration period and dose of cholestimide. Out of the 36 patients who participated in the trial, 9 patients experienced serious adverse effects (constipation or abdominal distension) by the repeated administration of colestimide. Therefore, we cannot recommend that elderly patients participate in clinical trial studies for such long periods as in the present study.
Conclusion
Although over 48 years have passed since the outbreak of Yusho, many patients still suffer various symptoms such as chloracne, general fatigue and neuropathy. The concentrations of causative dioxin-like compounds in their blood remain at high levels. We examined whether oral administration of colestimide could reduce the concentrations of PCDDs, PCDFs, and PCBs in the blood of Yusho patients. However, the effectiveness of colestimide on the concentrations of these dioxin-like compounds in the blood of Yusho patients could not be confirmed.
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